[Abstract] The lumen of gastrointestinal tract is exposed to several potentially pathogenic microorganisms, thus it is extremely relevant to understand how immunosurveilance can be established. Peyer's Patches (PPs) are oval or round lymphoid nodules that protrude from the outer wall of the ileum portion of small intestine. PPs contain a high percentage of B and T lymphocytes, macrophages and dendritic cells. Here we summarize a protocol for isolation and culture of mouse PP cells, which can be used to get a better insight into immunopathologies of microbes and to evaluate immune responses elicited by mucosal vaccines. 
4. Four sterile small thin surgical tweezers, two straight and two curved (straight ones for cutting the skin, the muscular wall and the intestine; curved ones to expel faeces and to 
b. The mechanical dissociation allows to isolate mainly non-adherent cells, such as B and T lymphocytes. Adherent cells including monocytes, dendritic and non-immune epithelial cells appear to be present in small quantities since they require an enzymatic treatment to be isolated. The phenotype of recovered PP cells can be checked by FACS analysis. c. If needed, PP cells can be further purified by sorting with magnetic beads or FACS
[see Guo et al. (2008) and Thornton (2003) 2. Resuspend the pellet in complete medium at a concentration of 2 x 10 6 cells/ml and culture the PP cells in 24-well plate, 1 ml/well, in presence of 10 ng/ml PMA and 500 ng/ml Ionomycin for at least 24 h, in a 37 °C and 5% CO2 incubator. Li et al. (2006) and Muul et al. (2011) 2. The yield of cells isolated from PPs or intestinal lymph nodes is time sensitive. Proceed with the isolation as quickly as possible to obtain better cell viability.
Note: Other activation protocols, specific for B or T lymphocytes, can be used [see
3. The mechanical dissociation of PPs gives a lower yield compared to the enzymatic one, but it does not alter the expression of surface antigens, thus, it is better in the case of subsequent FACS analysis or in vitro assays. The mechanical dissociation also leads to a relative loss of adherent accessory cells, such monocytes and/or dendritic cells, therefore, for the isolation of these cell types the enzymatic dissociation is preferable.
Recipes
Note: Prepare and keep all solutions in a sterile condition.
PBS + 2% Pen/Strep
For 100 ml combine 98 ml of PBS and 2 ml of Pen/Strep
Refrigerate at 4 °C before use 2. RPMI + 2% Pen/Strep For 100 ml combine 98 ml of RPMI and 2 ml of Pen/Strep Refrigerate at 4 °C before use 3. Complete medium For 100 ml combine 89 ml of RPMI (with Glutamine), 10 ml of heat inactivated FBS and 1 ml of Pen/Strep Warm at 37 °C in a water bath before use
